MACROPHAGES stimulated with lipopolysaccharide (LPS) release a factor (MNCF; macrophage-derived neutrophil chemotactic factor) which induces neutrophil migration in vivo and in vitro. The in vivo chemotactic activity of crude MNCF is not affected by pretreating the animals with dexamethasone, an uncommon characteristic which discriminates MNCF from known chemotactic cytokines. We purified MNCF by affinity chromatography of the supernatant from LPS-stimulated macrophages on immobilized D-galactose, followed by gel filtration of the sugar-binding material on Superdex 75 4'5 Among them are cytokines, products of arachidonic acid and components of the complement system, many with demonstrated inflammatory activities. Interleukin 1 and 8 (IL-1, IL-8), tumour necrosis factor (TNF), the complement fragments and leukotriene 84 (LTB4) are macrophage products thought to be involved in the migration of neutrophils to the inflamed site, a phenomenon characteristic of the acute phase of the inflammatory process. 4 (Fig. 2 ).
An electrophoretic analysis of the )-gal + fraction showed four protein bands of 39, 45, 54 and 68kDa (Fig. 3, lane b) . In contrast, multiple bands were detected in the ,)-gal-fraction (Fig. 3, lane a) . eluted in the volume range of 9-11 ml, with maximal activity present in the fraction eluted in at lOml (Fig. 4A) . Given these results, the fractions in the eluted volume range of 8-13 ml (14 to 90kDa) were also assayed in vivo in dexamethasone-pretreated rats. MNCF activity was detected only in the fraction eluted at 10 ml, corresponding to an apparent MW of 54kDa (Fig. 4B ). Electrophoretic analysis of the active fraction revealed a single protein band with a position corresponding to 54 kDa (Fig. 3, lane c) . The gel was silver stained. The molecular weight markers were rabbit IgG (150kDa), phosphorylase B (97kDa), bovine serum albumin (66kDa), chicken egg albumin (45kDa), and chymotrypsinogen (25 kDa). In the presence of 2-mercaptoethanol, only one protein band was seen upon electrophoresis, thus indicating that the MNCF is a single chain polypeptide (data not shown).
In the present study no attempt was made to calculate the recoveries and specific activities of the MNCF because of the scarcity of the material necessary for quantification of the biological activity and protein measurement. However, a rough estimation can be made by considering the number of macrophaes necessary to induce a migration of 2-3 x 10 neutrophil/ml of peritoneal wash in the dexamethasone-pretreated animals. In the majority of the MNCF preparations, 20-25% of the neutrophil chemotactic activity was recovered at each step of purifica- (Fig. 1 and 2 ). The in vitro activity may be attributable to other chemotactic mediators expected to be present in the supernatant of endotoxin-stimulated macrophages. The chemotactic activities of these mediators were possibly not detected in the in vivo assay because the animals had been pretreated with dexamethasone. This is the case for IL-8,
9

LTB421
and pro-inflammatory cytokines such as IL-1 and TNF.
In conclusion, we have described the purification of a 54 kDa acidic protein, identified as macrophage-derived neutrophil chemotactic factor (MNCF). This protein causes in vitro chemotaxis as well as in vivo neutrophil migration in animals treated with dexamethasone.
